All known orthologs of a secondary wall-associated cellulose synthase (CesA) gene from Arabidopsis, AtCesA8, encode CesA proteins with two consecutive methionines at their N-termini (MM or 2M). Here, we report that these 2Ms in an aspen ortholog of AtCesA8, PtdCesA8A, are important for maintaining normal wood cellulose biosynthesis in aspen trees. Overexpression of an altered PtdCesA8A cDNA encoding a PtdCesA8A protein missing one methionine at the N-terminus (1M) in aspen resulted in substantial decrease in cellulose content and caused negative effects on wood strength, suggesting that both methionines are essential for proper CesA expression and function in developing xylem tissues. Transcripts from a pair of paralogous native PtdCesA8 genes, as well as introduced PtdCesA8A:1M transgenes were significantly reduced in developing xylem tissues of transgenic aspen plants, suggestive of a co-suppression event. Overexpression of a native PtdCesA8A cDNA encoding a CesA protein with 2Ms at the N-terminus did not cause any such phenotypic changes. These results suggest the importance of 2Ms present at the N-terminus of PtdCesA8A protein during cellulose synthesis in aspen.
Introduction
Plant cellulose synthesis is one of the most ancient and important bioprocesses on earth (Delmer 1999 , Nobles et al. 2001 . Recent worldwide trend of 'increased demands but dwindled supply' of fossil fuels has prompted an urgent search for the alternative raw materials for producing transportation fuels. Plant cellulosic biomass is now considered a valuable commodity, that is, a renewable and affordable source of carbon for biofuel production (Pauly and Keegstra 2008) . Understanding how plants synthesize cellulose is, therefore, of supreme importance for ultimate utilization of cellulosic biomass for bioenergy production (Carroll and Somerville 2009) . Cellulose synthases (CesAs) play a pivotal role in the processofcellulosesynthesisandthefirstreportofcottonCesA genes appeared over a decade ago (Pear et al. 1996) . Subsequently, forward genetic approaches have uncovered several single base-pair mutations in plant CesAs that resulted in severe defects in cellulose synthesis (Somerville 2006 , Sandhu et al. 2009 ). But the mechanism of such phenotypic effects has remained unclear. To date over 20 such mutations have been reported in Arabidopsis CesAs (JoshiandMansfield2007, Taylor 2008) . Interestingly, all these mutations are located either in the conserved central domain, which is thought to be important for catalytic function, or in the surrounding regions of one of the eight transmembrane domains of CesA proteins (Joshi and Mansfield 2007) . Currently, there are no known mutations in the N-terminus region of CesAs. The N-terminus region of all CesA proteins contains a zinc-binding domain that plays a role in recruitment of CesAs into rosette complexes (Kurek et al. 2002 , Jacob-Wilk et al. 2006 , Timmers et al. 2009 , Xu and Joshi 2010 . Two distinct groups of at least three different CesA proteins each are involved in cellulose synthesis in primary and secondary cell walls (Taylor et al. 1999 , Gardiner et al. 2003 . The loss-of-function mutants in any one of these three CesAs result in cellulose deficiencies, suggesting that these co-expressed wall-specific CesAs are not functionally redundant but essential for the rosette function. It is, therefore, of interest to examine whether the N-terminus region of CesAs plays any important role in the process of cellulose synthesis.
We recently discovered that attempts to overexpress PtdCesA8A gene in transgenic aspen resulted in co-suppression of transgene and related native genes leading to pleiotropic effects on tree growth habit and wood characteristics (Joshi et al. 2011) . The most noteworthy among those effects were dwarf trees with weeping growth habit and massive reduction of cellulose content in transgenic wood samples. The PtdCesA8A gene is an aspen ortholog of Arabidopsis AtCesA8 gene that is involved in the deposition of cellulose in secondary cell walls of plants (Kumar et al. 2009 ). All known orthologs of AtCesA8 genes encode CesA proteins with two consecutive methionines at the N-terminus (2M). We also discovered that the PtdCesA8A overexpression construct that we used in our previous studies lacked one of the two methionines at the N-terminus (1M). We, therefore, wanted to examine whether the co-suppression of PtdCesA8A gene expression is the result of loss of one of the 2Ms at the N-terminus. To investigate the significance of 2M region of PtdCesA8A in cellulose biosynthesis in transgenic aspen wood and to directly compare the impact of PtdCesA8A transgene expression with 2M and 1M at the N-terminus, we used two binary vectors for the over-expression of PtdCesA8A cDNA. One construct, 35S:PtdCesA8A:1M, contained a CaMV35S promoterdriven PtdCesA8A with only one ATG at the translation start codon position, thus encoding only 1M at the N-terminus as described before (Joshi et al. 2011) . The other newly made construct, 35S:PtdCesA8A:2M, contained two consecutive ATGs encoding 2M at the N-terminus of PtdCesA8A similar to its native 2M form. We report here that the attempts of constitutive expression of PtdCesA8A:1M resulted in major perturbations of cellulose synthesis during wood formation resulting in pleiotropic effects on transgenic plants, whereas constitutive expression of PtdCesA8A:2M did not produce any such defects, suggesting that the 2M region of PtdCesA8A is important for the function of this CesA protein during secondary cell wall development.
Materials and methods

Binary vector construction and aspen transformation
The protein-coding region of 2.9 kb PtdCesA8A cDNA (GenBank# AF072131, Wu et al. 2000) was PCR-amplified with high-fidelity Pfu DNA polymerases (Stratagene, La Jolla, CA, USA) using forward primers PtdCesA8A:1MXbaI, PtdCes-A8A:2MXbaI and reverse primer PtdCesA8AKpnI as listed in Supplementary Table S1 available as Supplementary Data at Tree Physiology Online. To develop binary vectors, 35S:PtdCesA8A:1M and 35S:PtdCesA8A:2M, the 2.9 kb cDNA fragment was digested with suitable restriction enzymes and subsequently cloned into the restriction digested pBI121 (BD Biosciences, San Jose, CA, USA) to replace the β-glucuronidase (GUS) reporter gene, which was downstream of the CaMV35S promoter and upstream of an NOS terminator. DNA sequencing was used to check for the correctness of all constructs. The process of creating such constructs was described earlier by Joshi et al. 2011 and we used the same 1M construct that was described earlier in Joshi et al. (2011) .
The binary vectors were mobilized into the Agrobacterium tumefaciens strain C58 by the freeze-thaw method. The 35S:PtdCesA8A:1M, 35S:PtdCesA8A:2M binary vectors and the vector control (pBI121) were used to transform aspen W271 clone (Populus tremuloides Michx.) with the established transformation procedure (Tsai et al. 1994) . All cultures were maintained in a growth chamber at 25 °C with a 16-h-light photoperiodundercool-whitefluorescentlamps.Thesetransgenic plants were subsequently transferred to a greenhouse.
Gene expression analysis
Total RNA was isolated from the developing xylem tissues using an Absolutely RNA miniprep kit (Stratagene) according to the manufacturer's instructions.
qRT-PCR analysis of CesA genes
Two vector control CK lines, three transgenic individual lines of 35S:PtdCesA8A:2M and three transgenic individual lines of 35S:PtdCesA8A:1M were selected as plant materials for gene expression analysis. Total RNA was isolated from developing xylem as described above. The gene-specific primers were designed using Primer Express® software v2.0 (Applied Biosystems, Foster City, CA, USA). Real-time reverse transcription (RT)-PCR was conducted using an Mx3000P Real-Time PCR system from Stratagene. Each reaction was performed in duplicate and two biological replicates were used for vector control and three biological replicates for transgenic plants along withno-templatecontrols.Theamplifiedfragmentswerecloned and sequenced for confirmation of amplified cDNA fragments. Two housekeeping genes, cyclophilin (CYP) and elongation factor-1β (ELF), were used to normalize the cDNA concentration of each sample. The standard curve was generated by log [cDNA] (represented by the amount of total RNA used in the real-time reaction) versus the crossing point value using a series of dilutions of the first-strand cDNA. The ratio between the expression levels of tested gene and housekeeping gene for each sample was calculated using the relative quantitative analysis method. Each assay was repeated at least three times. Gene-specificprimerscanbefoundintheSupplementaryTable S1 available as Supplementary Data at Tree Physiology Online.
Growth analysis and phenotypic observations
Transgenic plants were initially maintained in a plant tissue culture growth chamber at 25 °C with a 16-h-light photo period undercool-whitefluorescentlamps.Aftertwotothreecycles of propagation, plants with similar developmental stage of 1M and 2M plants along with CK plants were transplanted to pots and placed in greenhouse. After several months of growth in the greenhouse, the stems of many 1M plants could be easily broken. Hand-cut stem sections (~200 µm in thickness) were stained in 0.02% aqueous Toluidine Blue O (Sigma, St. Louis, MO, USA) for observation of cellular morphology under light microscope. Developing xylem cells were examined and recorded as irregular xylem (irx) phenotype, if present.
Tissue fixation and embedding
For Toluidine Blue O staining, stems harvested from plants growninsoilweretransferreddirectlytoafixative(4%buff-eredformaldehyde).Subsequentfixationandembeddingof tissue was performed as described . Sections 10 µm thick were taken using a Leica Biocut 2030 microtome(FisherScientific,Pittsburgh,PA,USA).Thesections were de-waxed using xylene series and stained in 0.02% aqueous Toluidine Blue O for observation of cellular morphology. Sections were examined using a Nikon Eclipse 400 light microscope (Elgin, IL, USA) and photographed.
Chemical analysis of wood
The wood samples for chemical analysis were collected from transgenic and control plant stems growing for over 6 months in a greenhouse. The bark from stem samples was peeled and developing xylem tissues were scraped off from the surface of wood which was later completely air dried. Wood samples from two CK, three 2M and three 1M lines (two replicates each) were powdered using the ball mill (Spex 8000M, Metuchen, NJ, USA) and passed through the size 20-mesh screen. Approximately 200 mg of powdered control and mutant wood samples were submitted to Mark Davis and Fredrick Matt at Forest Products Laboratory, Madison, WI for lignin and carbohydrate compositional analysis as described in Davis (1998) .
Mechanical strength analysis of wood samples
Three-point bending The 10-cm-long debarked stem segments (wood sticks) were air dried to constant weight and then were left to equilibrate to room temperature and ambient moisture level. Six wood samples from three independent lines per control or transgenic lines were used for this analysis. The stem segments were loaded to failure using an Instron Universal Machine (Model 3342, Instron Corporation, Canton, MA, USA), with a 0.5-kN load cell and a crosshead speed of 20 mm/min. The load and displacementwererecordedtoenablethecalculationofflexural stiffness (Eq. 1) and the modulus of elasticity within the elastic range. Further loading until rupture enabled the calculation of modulus of rupture (bending strength, Eq. (2)). For calculation of the second moment of cross-sectional area (Eq. (3)), an idealized circular shape was assumed for the cross sections.
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where EItheflexuralstiffness,orbendingstiffness,istheresistance of an axis to bending within the elastic range. Flexural stiffness was divided by the second moment of area (I) to calculate the modulus of elasticity (MOEb). Fb/db is the slope of the linear range of the load-displacement curve, L = 75 mm is the span length between the two supported ends, Fmax is the load at stem failure, a = 3.75 mm the distance between one supported end and the loading point and r is the radius of the stem segment. Measurement methods are described in ASTM D143 (1994).
Compression testing
Young's modulus is also known as compression modulus when measured through testing the stems under compressive forces (Eq. (4)). Cylindrical stem segments, twice as long as their diameter, were exposed to compressive force parallel to the grain using the same Instron with 0.5 kN load cell and a crosshead speed of 3 mm/min.
where Fc/dc is the slope of the linear range of the compressive load-displacement curve, l is the initial height of the stem segment before compression and A is the cross-sectional area.
Data analysis
Data were analyzed using the software R (R Development Core Team 2007). Line effect was evaluated by a one-way analysis of variance. Assumptions of normality and homogeneity of variances were tested.
Results
All known orthologs of PtdCesA8 gene in angiosperms encode a CesA protein with 2M at the N-terminus
2009) express coordinately in secondary cell wall-enriched developing xylem , Bhandari et al. 2006 . Of these, only PtdCesA8 has 2M at the N-terminus. We recently cloned another paralog of PtdCesA8 (named PtdCesA8B while renaming the first one as PtdCesA8A) from aspen and both PtdCesA8 genes encode CesA proteins with 2Ms. Moreover, recently completed Populus genome sequence from black cottonwood contains 17 genes encoding CesA proteins (Kumar et al. 2009 ). Further examination of these 17 poplar CesAs also confirmed that poplar genome contains two paralogs of PtiCesA8 (PtiCesA8A and PtiCesA8B) that are highly similar to PtdCesA8A and PtdCesA8B in aspen, and both these genes encode CesA proteins with 2M at the N-terminus, whereas the remaining 15 poplar CesAs do not share that feature. All known PtdCesA8 orthologous proteins from angiosperms also contain 2M at the N-terminus (Figure 1 ). The strong conservation of the 2M at the N-terminus of PtdCesA8 orthologous proteins suggests that it might be important for its function and any mutation in 2M might produce severe effects on transgenic plants.
Production of independent transgenic aspen lines expressing two forms of PtdCesA8 transgenes
We used a reverse genetics approach to determine the role of the 2M N-terminal sequence of PtdCesA8A. were generated and planted in soil and grown in a greenhouse. Genomic polymerase chain reaction (PCR)wasusedtoconfirmtheintegrationoftransgene(s)in the aspen genome, and TAIL-PCR was used to confirm the independent single copy insertions in several of these transgenic aspen plants as described earlier (Joshi et al. 2011 ).
Phenotypes of transgenic plants and physical properties of transgenic wood
Similar to the results we reported earlier (Joshi et al. 2011) , in the present work, we observed visible phenotypic features such as weak and twisted stems in 13 of the 1M plant lines (Figure 2 ). Moreover, stem sections from 13 of the 20 independent 1M lines clearly showed irregular xylem (irx) vessel cells, reflective of a cellulose production defect as reported earlier in Arabidopsis irregular xylem (irx) mutants (Turner and Somerville 1997) (Figure 3) . None of the 2M and CK lines showed irx phenomenon or twisted stems. The stems of 1M plants were fragile and could be easily snapped. Three independently transformed 1M lines, three independently transformed 2M lines and two CK lines were selected for further analysis. One of the 1M lines (#3) did not show the irx phenotype or weak stem and was one of the seven lines that did not show 1M characteristics similar to other 13 lines and was not used for wood strength analysis. To quantify the stem strength properties of other lines, modulus of elasticity (MOE) in bending, modulus of rupture (MOR) in bending, and MOE of Figure 1 . Conservation of two methionines (2M) in PtdCesA8 orthologs at the N-terminus of 15 CesAs from 12 angiosperm species as follows (common name of the CesA is followed by the GenBank protein ID number in the parenthesis): Arabidopsis (AtCesA8, Q8LPK5); Aspen 8A (PtdCesA8A, AAD03417); Aspen 8B (PtdCesA8B, Joshi et al. unpublished) ; Poplar 8A (PtiCesA8A, EEE85571); Poplar 8B (PtiCesA8B, EEE97427); Cotton (GhCelA1, AAB37766); Eucalyptus (EgCesA3, ABY25279); Rice (OsCesA4, A2WV32); Maize (ZmCesA11, AAR23311); hybrid poplar-1 (PttCesA3-1, AAT09896); hybrid poplar-2 (PttCesA3-2, AAT09897); Zinnia (CesA-1, AAK11588), Betula (CesA1, ACJ38664), Grape (CesA1, XP_002269610) and Brassica (CesA8.2, ACS68199). MM motif is shown in bold black. compression were measured in the woody dry stems of 1M, 2M and CK lines. All three measurements (MOE in bending, MOR in bending and MOE in compression) in 1M woody stems were significantly lower than 2M and CK woody stems, whereastherewasnosignificantdifferencebetween2Mand CK stems (Table 1) . Both the CK and 2M stem segments were stiffer in compression and bending and stronger in bending than the 1M stem segments. Thus, the mechanical properties of1Mplantsweresignificantlyaltered,resultingintransgenic aspen trees which could not support their own weight leading to weeping growth habit as we reported earlier (Joshi et al. 2011) .
Chemical composition analysis of wood cell walls
The structural carbohydrate analysis of wood samples indicated that the glucose content of wood samples from 1M lines, suggestive of cellulose content, was significantly decreased as compared with both 2M and CK lines (Figure 4a ). These wood samples contained ~13-30% cellulose per gram of dry weight as against ~41% in 2M and CK lines. Consequently, the proportions of the two other major structural 2Ms in N-terminus of aspen PtdCesA8A 1407 (Figure 4b ). All these sugars are the constituents of the matrix polysaccharides of wood cell walls (Mellerowicz et al. 2001 ).
Co-suppression of PtdCesA8A gene expression in woody tissues as a possible explanation of cellulose deficiency
Attempts of over-expression of PtdCesA8A:1M construct in transgenic aspen plants resulted in a dramatic reduction in cellulose production as examined during wood formation. We wanted to check whether the transcript levels of three major secondary wall-associated aspen CesAs were changed in the developing xylem samples of 1M plants that had fragile stems. In order to quantify such gene expression changes, real-time-qualitative PCR (qPCR) was employed for the same xylem tissue samples. Since typically the first hypervariable region(HVRI)ischaracteristicofaspecifictypeofCesAprotein in a plant species (Holland et al. 2000) , we used HVRIspecific primers for three secondary wall-associated CesA genes, namely, PtdCesA8, PtdCesA7 and PtdCesA4, to monitor the expression of these three CesA genes (Joshi et al. 2011) . The A8HVR in Figure 5indicatesamplificationsfrom both endogenous and transgenic PtdCesA8 gene transcripts, A7HVR from PtdCesA7 gene transcripts and A4HVR from PtdCesA4 gene transcripts. As compared with control plants, PtdCesA8 transcripts were upregulated in 2M xylem samples but were largely reduced in the same two of the three 1M xylem lines that showed irregular xylem ( Figure 5 ). The transcript levels of PtdCesA7 and PtdCesA4 were largely unchanged in all samples. Since PtdCesA8 is represented by two highly similar genes in aspen, two separate primer pairs targetedforspecificamplificationoftwoseparatePtdCesA8 members, PtdCesA8A (A8A) and PtdCesA8B (A8B) were used. The expression of both these endogenous PtdCesA8 genes was reduced in the same two out of three 1M plant lines tested as compared with CK and 2M plant lines ( Figure  5) . A careful analysis of expression levels of two endogenous PtdCesA8 and transgenic PtdCesA8 transcripts indicates that exceptin2M-1plant,allotherfivetransgenicplantlinesshow similar amounts of transgenic PtdCesA8 transcripts, but it is the endogenous PtdCesA8 transcripts that are reduced in 1M-1 and 1M-2 plants. It, therefore, appears that feedback regulation silences endogenous PtdCesA8 gene expression in these two lines but transgenic PtdCesA8 continues to express but is not functional due to lack of intact PtdCesA8 transcripts.
Discussion
N-terminal 2M region of PtdCesA8 is important for normal cellulose synthesis in developing xylem tissues
Transgenic aspen plants carrying PtdCesA8A:1M developed twisted and weak stems that could be easily broken, which is the hallmark of these types of transgenic trees (Figure 1) . The 2M or CK lines did not have such fragile stems. Transverse sections of stem sections in many independent lines of the transgenic 1M plants showed irregular xylem (irx) vessels that are typical indications of cellulose deficiency Somerville 1997, Joshi et al. 2011 ). However, none of the 2M and CK plants showed any irx vessels. It appears that overexpression of abnormal PtdCesA8A affects mainly the developing xylem in aspen that is typically required for the annual radial growth increment that helps a tree maintain an erect habit and effective conductive pathway for transpiration. These results are similar to our previous report (Joshi et al. 2011) in several attributes. First, cellulose-defective transgenic aspens were again produced in these independent transformation experiments. Second, occurrence of irx phenomenon associated with cellulose production defect in transgenic aspen trees was again found to be restricted to xylem vessels. Othersecondarywallcontainingcells,likephloemfibersand xylemfibers,donotseemtobevisiblyaffected.Finally,lossof cellulose in woody tissues was associated with change of transgenic tree habit to a weeping growth habit due to weak stems that cannot grow erect similar to normal aspen trees. However, the cause of co-suppression of PtdCesA8A and PtdCesA8B was previously not known. We show here that the over-expression of a defective PtdCesA8A with 1M resulted in silencing of the two endogenous PtdCesA8 genes (PtdCesA8A and PtdCesA8B) as well as the PtdCesA8A:1M transgene in the developing xylem tissues. Thus, cellulose modification in the case of aspen trees arises from a co-suppression of a normally highly expressed gene that is highly active in developing xylem while other tissues, including some that are enriched in secondarywallcontainingfibercells,continuetobeformednormally. Similar observations were reported earlier for a highly expressed lignin gene (COMT) that showed similar xylem-specificsilencingwhenoverexpressionofCOMTwasattemptedin aspen trees (Tsai et al. 1998) . Our results suggest that different CesAs might be playing diverse functions in different cell types that deposit secondary walls as has been suggested earlier (Carpita and Vergara 1998, Joshi et al. 2011) .
Mutated N-terminal region of PtdCesA8 might affect their in vivo function
Several AtCesA8 mutations that resulted in major defects in cellulose biosynthesis in Arabidopsis have been reported in the past (Somerville 2006) . All these mutations are located either in the conserved central domain that is important for catalytic function or around one of the eight transmembrane domains. The missense mutation in irx1-1 (G-to-A) replaced a conserved aspartate residue in the presumed catalytic domain by an asparagine residue that presumably led to a loss of the catalytic activity (Taylor et al. 2000) . Another irx1-2 mutant had C-to-T nucleotide change resulting in replacement of a serine at 679 amino acid position by leucine residue. Taylor et al. (2000) suggested that this mutation is close to the third highly conserved aspartate residue in the CesA protein and so it might be important for protein function. Both these mutations resulted in ~50% reduction in cellulose contents in stems as compared with wild-type stems. It is possible that since PtdCesA8A:1M mutation is in proximity of zinc-binding domain, 2Ms in N-terminus of aspen PtdCesA8A 1409 cellulosedeficiencyisproducedintransgenicaspens.Themissense mutation (G-to-A) in fra6 mutant of AtCesA8 reported by Zhong et al. (2003) (Tanaka et al. 2003) . How these AtCesA8-related mutations affect the activity of the CesA proteins that ultimately result in reduced cellulose synthesis is not always clear. Overexpression of the fra6 mutant cDNA in wild-type plants did not cause any reduction in cell wall thickness and had no effect on cellulose synthesis in Arabidopsis (Zhong et al. 2003) . The aspen cellulose-deficient 1M lines created here by the overexpression of mutated PtdCesA8A thatlacked1MattheN-terminusresultedincellulose-deficient phenotype. This suggests that the 2M region either plays some important role in the cellulose synthesis or any slight change in CesA protein structure is sensed by a hitherto uncharacterized system that inhibits cellulose synthesis via gene silencing mechanisms at the post-transcriptional, translational or posttranslational levels.
Thus, there are at least two possibilities to explain the phenomenonofwoodcellulose-deficientphenotypeinaspentrees that we have observed. First, the reduced cellulose synthesis in xylem could be due to the reduced amount of functional PtdCesA8A transcripts due to co-suppression or second, it may be caused by a negative effect on cellulose synthesis in which PtdCesA8A mutant protein with 1M somehow interferes with the normal function of endogenous PtdCesA8A proteins with 2M. The PtdCesA8A transcripts were reduced only in two of the 1M lines that showed weak stems and irx phenomenon and not in CK and 2M lines (Figure 4 ). Thus, it is possible that the feedback gene silencing mechanism might be turned on only during the process of cellulose biosynthesis that is active during the transgenic wood development. Therefore, this is not just a co-suppression event due to the use of a constitutive promoterbutaspecificprocessrelatedtoxylemdevelopment. The second hypothesis, that PtdCesA8A:1M protein may be able to incorporate into complex rosettes that are needed for cellulose synthesis, but could not properly interact with other CesA proteins or could not form proper rosette structures due to lack of wild-type PtdCesA8A, cannot be currently tested due tolackofspecificantibodiesthatwoulddiscriminatebetween two forms of PtdCesA8A proteins containing 1M and 2Ms. However, it is currently unclear as to how mutated form of PtdCesA8A protein induces post-transcriptional gene silencing mechanism that activates when abundant copies of PtdCesA8 transcripts are present in the developing xylem tissues. Further studies on how mutated CesAs interfere with the function of rosette complexes will most likely contribute to our understanding of the cellulose synthesis and assembly process of cellulosemicrofibrils.Thisknowledgemayleadtothesynthesis of wood fiberswithnovel andindustriallyrelevant properties for bioenergy applications Sundberg 2008, Zhu et al. 2010 ). wood cell walls. We also thank Katie Kruger and Ian Bonner for maintaining plant materials. We are grateful to Nick Carpita, Xiaohong Zhu, Brahmananda Reddy Chitteti and Bela Pithambaran for their constructive comments on the manuscript.
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